Background: Standard [i.e. pegylated interferon (Peg-IFN) + ribavirin] treatment of hepatitis C virus (HCV)-related chronic hepatitis is associated with a sustained virological response (SVR) in 50 -90% of patients. A rapid virological response (RVR) (i.e. negative HCV-RNA after 4 weeks of treatment) predicts SVR in almost 90% of patients. Objectives: The main aim of this study was to assess the strength of RVR, as a predictive factor of antiviral treatment response. Patients and Methods: Using univariate and multivariate analysis, we retrospectively evaluated biochemical, metabolic, genetic and viral variables that might affect both RVR and SVR to Peg-IFN plus ribavirin, in 315 consecutive outpatients affected by HCV-related chronic hepatitis. Results: At univariate analysis, staging, body mass index, RVR, genotype and viral load were significantly related to SVR (P < 0.001). At multivariate analysis, RVR and genotype remained significant (P < 0.00001). The RVR had a predictive value of 83%. At univariate and multivariate analyses, diabetes (P = 0.003), genotype 2 (P = 0.000) and HCV-RNA values (P = 0.016) were independent predictors of RVR, even though at multivariate analyses, only genotype 2 was significantly related to RVR. When we stratified patients, according to genotype, no laboratory or clinical factors were predictive of RVR in genotype 1 patients at either univariate or multivariate analysis. In genotype 2 patients, staging (P = 0.029) and diabetes (P = 0.001) were the only significant predictors of RVR at univariate analyses, whereas no factor was independently related to RVR, at multivariate analysis. Conclusions: The RVR is the strongest factor of SVR and infection with HCV genotype 2 is significantly associated with RVR. Neither biochemical and/or metabolic factors seem to exert influence on RVR.
Background
Antiviral therapy for hepatitis C virus (HCV)-related chronic hepatitis results in a post-treatment sustained viral response (SVR) in 50 -90% of patients (1) . Virus genotype was reported to be the most important predictor of SVR (2) . In particular, genotype 1 patients are considered to be 'difficult-to-treat', whereas genotype 2 patients are considered to be 'easy-to-treat' (2) . Other genotyperelated factors/cofactors, potentially predictive of SVR, are levels of viremia, virus interference on the genetic background of the host (3) , and the host features (genetic background and metabolic interference) (4) .
Based on viral kinetics, a decisional algorithm, which identified the 'stopping rules' of therapy, was developed for the follow-up of patients under treatment (5) . Patients with an early virological response (EVR) i.e. after 12 weeks of treatment, have a high probability of an SVR and are advised to continue treatment, whereas those who fail to respond after 12 weeks of treatment are asked to discontinue treatment (6) . Rapid virological response (RVR), which corresponds to undetectable HCV-RNA after 4 weeks of treatment (7) , has been shown to be a robust positive predictor of SVR, and patients infected with HCV genotype 2 or 3, who achieve RVR, are potential candidates for a short (i.e. 6 months) course of therapy (8, 9) . While the lack of RVR does not necessarily result in a stopping rule, achieving RVR may serve to motivate patients and has implications, as to the duration of treatment in individual cases. The RVR has a significantly higher predictive value than EVR, and a series of studies, several of which are still ongoing, evaluated whether therapy could be optimized by adjusting the decisional therapeutic algorithm, based on the RVR (10).
Objectives
This retrospective study, conducted in a series of consecutive patients undergoing antiviral therapy with pegylated interferon (Peg-IFN)-α2a or -α2b and ribavirin, for HCV-related chronic hepatitis, was designed to evaluate the strength of RVR, as a predictor of SVR, compared to other well-recognized factors/cofactors of response to antiviral therapy, as the primary end-point. A secondary end-point of this study was to also analyze the possible biochemical, metabolic and/or virological interferences on RVR.
Patients and Methods
We retrospectively studied 315 consecutive outpatients affected by HCV-related chronic hepatitis from January 2009 to September 2011, recruited from three tertiary centers of the Second University of Naples, who were undergoing antiviral therapy with Peg-IFN-α and ribavirin, according to NIH guidelines (11) Epidemiological and clinical characteristics are reported in Table 1 . Inclusion criteria were: 1) elevated alanine transaminase (ALT) levels during the last 6 months; 2) HCV antibodies, and 3) no history of alcohol abuse. Exclusion criteria were: 1) overt infection with other hepatitis viruses (i.e. HBsAg+); 3) alcohol abuse (> 20 mg/ day in women and > 30 mg/day in men, in the 5 years before enrollment) evaluated according to Reid et al. (12) ; 4) history of active drug abuse; and 5) HIV-positive test. 
Patient Evaluation
Virological, epidemiological, biochemical and ultrasound data were recorded upon admission to the centers. Body mass index (BMI) was calculated at the time of liver biopsy. When possible, the apparent disease duration was determined by considering exposure to major risk factors, as infection onset. Diabetes mellitus was identified according to the American Diabetes Association criteria, namely fasting glucose > 126 mg/dL, on two separate occasions, or a positive oral glucose tolerance test, on two separate occasions (13) . Total cholesterol, triglycerides, gamma-glutamyl transferase (GGT), ALT and ferritin were measured after a 12-hour fast. Metabolic syndrome was diagnosed according to National Cholesterol Education Program-Adult Treatment Panel III criteria (14) . Markers of HBV infection were tested by a commercially available enzyme-linked immunosorbent assay (Abbott Laboratories, Chicago, IL, USA). The study was approved by the Ethics Committee of the Second University of Naples and patients gave their informed consent.
Liver Biopsy and Histology
Hepatic percutaneous biopsy was performed with a Surecut 17G needle, via the intercostal route, and was echoassisted. Liver specimens were used for histological examination if they were at least 1.5 cm long and contained more than five portal spaces. Specimens were fixed in formalin, embedded in paraffin, and stained with hematoxylin-eosin. Biopsies were evaluated with the Ishak score (15), and biopsies with steatosis were also scored, according to Brunt's criteria (16).
RNA Preparation and Hepatitis C Virus RNA Determination
All RNA preparation and HCV RNA determination steps were carried out under RNase-free conditions. We used the polymerase chain reaction (PCR) procedure to determine HCV RNA. Sera were rapidly (within 30 minutes of blood drawing) frozen at -20°C. The RNA was extracted according to Chomczynski and Sacchi (17) , and c-DNA was derived. We identified HCV RNA using a nested PCR, with primers that expanded the highly conserved 5' non-coding genomic region. Carry-over PCR contamination was avoided by applying the measures suggested by Kwok and Higuchi (18).
HCV Genotyping
To classify HCV genotypes, we hybridized serum PCR products to type-and subtype-specific probes 1a, 1b, 2a, 2b and 3a. The probes had to fulfill two criteria: no more than two mismatches, compared with the corresponding published sequences of the same subtype, and they had to differ by three or more mismatches, compared with published sequences of other types and subtypes. The only exception is probe 2b, which had only two mis-matches, compared with the corresponding sequence of type 3a (19).
Statistical Analysis
When appropriate, clinical and laboratory data were compared with the Student's t test or the Mann-Whitney test. We used multivariate analysis (logistic regression model) to calculate associations among dependent and independent variables. We used SPSS, ver. 11.5.2.1 for Windows (SPSS Inc., Chicago, IL, USA) to analyze the data. Only P values < 0.05 were considered significant.
Results
Independent predictive factors of SVR were identified using univariate analysis in all patients ( Table 2) . Multivariate analysis was carried out in patients divided according to genotype (Table 3 ). Univariate analysis showed that staging (P = 0.001), BMI (P = 0.037), diabetes (P = 0.000), genotype (P = 0.000), RVR (P = 0.000), and viral load (P = 0.013) were significantly associated to SVR (Table 2) , whereas at multivariate analysis, only genotype (P = 0.007) and RVR (P = 0.000) were significantly associated to SVR ( Table 3) . As shown in Table 3 , in genotype-1-infected patients, staging (P = 0.018), ALT (P = 0.046), metabolic syndrome (P = 0.041), diabetes (P = 0.009), RVR (P = 0.000) and EVR (P = 0.000) were significantly associated to SVR, at univariate analysis, while only RVR and EVR (P = 0.000) were independently associated to SVR, at multivariate analysis. In genotype 2 patients, only RVR was related to SVR, at both univariate and multivariate analyses. Tables 4 and 5 show the results of univariate and multivariate analyses of factors predictive of RVR in all patients and in patients divided according to genotype, respectively. Diabetes (P = 0.003), genotype 2 (P = 0.000) and HCV-RNA (P = 0.016) were significantly related to RVR at univariate analysis, whereas at multivariate analysis, only genotype 2 (P = 0.000) was an independent predictor of RVR, in all patients. On the other hand, no laboratory or clinical factors were predictive of RVR in genotype 1b patients, at either univariate or multivariate analysis. In genotype 2 patients, staging (P = 0.029) and diabetes (P = 0.001) were the only significant predictors of RVR, at univariate analyses, whereas no factor was independently related to RVR, at multivariate analysis.
Finally, we evaluated the predictive positive value of EVR and RVR in all patients and in patients according to virus genotype. The predictive positive value (PPV) of SVR was significantly higher in RVR patients, in both genotype groups. In particular, the PPVs of RVR and EVR for SVR were 88% and 65%, in all patients, respectively. Moreover, PPVs of RVR and EVR for SVR in genotype 1b patients were 82% and 62%, respectively and, in genotype 1 patients, 93% and 80%, respectively.
Discussion
In recent years, various attempts have been made to maximize the therapeutic response to antiviral therapy with Peg-IFN and ribavirin in patients with HCV-related chronic hepatitis. Besides dosing adjustments and patient adherence to interferon and ribavirin, tailoring the treatment regimen to the individuality of patients could greatly improve the response to therapy, avoiding relapse and minimizing adverse events. A recent study, in which therapy was optimized according to the patient's baseline characteristics and response to therapy, revealed that RVR is a predictor of SVR, and that duration of treatment could be modulated in relation to this parameter (20) .
Factors associated with SVR are either pretreatment or fixed factors (genotype, HCV-RNA levels, histology, race, steatosis, adherence to therapy, etc.) or dynamic factors (RVR and EVR). A SVR probably depends on multiple fac-tors, and hence, can differ among individuals (21, 22) . This large multicenter retrospective, consecutive study evaluated the predictive value of RVR for SVR, in both difficultto-treat and easy-to-treat patients. We also assessed the predictive role of a number of parameters, as to RVR. It is noteworthy that our data were obtained in clinical practice and in patients undergoing antiviral therapy with Peg-IFNα and ribavirin, according to NIH guidelines (11), treated with the standard of care for patients with HCVrelated chronic hepatitis. We found that RVR was the strongest predictor of SVR in all of our patients infected with hepatitis C virus, although there were substantial differences between the two genotypes. In fact, we found that RVR was the only independent factor associated with SVR in overall (i.e. easy-to-treat and difficult-to-treat) patients, whereas in difficult-to-treat patients, both RVR and EVR were independently related to SVR. This result suggests that patients who obtain RVR are likely to have an SVR, irrespective of sex, age, fibrosis and comorbidity. Furthermore, in patients with genotype 1, EVR was related to SVR also, and this finding has implications for treatment duration. It is well known that exposure to IFN and ribavirin, when HCV-RNA is negative, increases the possibility of maintaining the response and of obtaining an SVR. Therefore, an extension of treatment may be beneficial in patients who achieve an EVR (23, 24) . We also found that the patients' metabolic status may affect the likelihood of achieving an RVR. In fact, diabetes was independently related to RVR in all patients, and in patients with genotype 2, in particular. Therefore, all genotype 2 patients without comorbidity achieved an RVR. On the other hand, in patients with genotype 1, no variable was directly related to RVR at univariate and multivariate analyses. We hypothesize that genotype 1, per se, influences the metabolic status of patients (25) . In conclusion, our study suggests that the occurrence of RVR provides information about treatment outcome in HCVinfected patients. In particular, RVR is confirmed to be the strongest predictor of SVR. Nowadays, triple therapy with protease inhibitors (26) and results from interferonfree trials (27) represent a real option, as a rescue therapy, for those patients who fail to clear the virus after 4 weeks of treatment with Peg-IFNα and ribavirin.
